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(54) PRODUCTION OF PROBE FOR IDENTIFYING NUCLEIC ACID 
(11) 5-184395 (A) (43) 27.7.1993 (19) JP 

(21) Appl. No. 4-26217 (22) 16,1.1992 

(71) NISSHINBO IND INC (72) SOICHIRO TAKENISHI(5) 
(51) Int. CI 5 . C12Q1/68//C07H21/04 



PURPOSE: To obtain the subject uniformly labeled probe by simple procedure 
by linking a labeled compound to a reactive functional group of a nucleoside 
triphosphate derivative taken in nucleic acid chain by a specific method without 
using a radioactive compound. 

CONSTITUTION: First, a nucleoside triphosphate derivative containing a reactive 
functional group (e.g. 5-(3-aminopropyl)-2 y -deoxyuridine-5'-triphosphate) is taken 
in a nucleic acid chain by polymerization reaction using an enzyme. Then the 
reactive functional group of the nucleoside triphosphate derivative taken in 
the nucleic acid is linked to a labeled compound. A reverse transcriptase or 
DNA polymerase is used as the enzyme. Fluorescein isothiocyanate may be 
cited as the labeled compound. 



(54) METHOD FOR DIAGNOSIS USING EPIDERMAL TYPE 

TRANSGLUTAMINASE RNA AS PROBE 
(11) 5-184396 (A) (43) 27.7.1993 (19) JP 

(21) Appl. No. 4-6358 (22) 17.1.1992 

(71) ADVANCED SUKIN RES KENKYUSHO K.K. 

(72) KIYOBUMI YAMANISHI(4) 
(51) Int. CI 5 . C12Ql/68,C12N15/54 



PURPOSE: To detect keratinization of cell and an advanced state of tumor. 

CONSTITUTION: In situ hybridization of human tissue fragment, a labeled NRA 
sequence derived from human epidermal transgutaminase RNA is used as a 
probe to diagnose derivation and degree of differentiation of cell. 



(54) CHRONICALLY ACTIVE HEPATITIS B VIRUS AND METHOD FOR 

DETECTING THE SAME 
(U) 5-184400 (A) (43) 27.7.1993 (19) JP 

(21) Appl No. 4-25887 (22) 17.1.1992 
(71) TSUMURA & CO (72) MASAO KOMATA(l) 

(51) Int. CP. C12Ql/70,C12N7/00,C12Ql/68,G01N33/50//A61B10/00,A61K39/29, 

C12N15/00,Cl2N15/51 

PURPOSE: To diagnose whether a hepatitis B virus causes active hepatitis or 
not by deproteinizing blood, etc., to be estimated to have hepatitis B virus, 
extracting DNA of hepatitis B virus and determining the base sequence of 
its DNA. 

CONSTITUTION: A hepatitis virus is collected from blood or serum to be esti- 
mated to have hepatitis B virus, deproteinized and the base sequence of its 
DNA is determined to diagnose wherein the virus is chronically active hepatitis 
B virus or not. 
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if R N A IC fi3tS-f tbfc R N AffiJlJ & :/ n - 7 £ 

(B) Hut2^"n-yT-fc: MHaWa/frK^yy v K®hS 

[ffll#B2] aW2«»£ft*:RNAgiE?!|J&v BB*fl#-§ > 10 
1 £ % 9 V*?- K#-5§-2 0 4 — 273 4'C0ffi#Rc 

[0001] 

[Satfc©*IJ8«'JH #3gHgttu RNABBHOfflffliCM' 
CO 7 V^. R N.ASB53tC S3fSf -5 3? ^ U 5 1 KBS?!I 
[0002] 

* y . jfflBac^^^cDM^coii^^ * 

JBttH*0«telcH:. *©4Mb*»c*o"rifiMMb«. * 
4Mb*. «4Wtalfc«B0**u * bT4$^O^i|fflflSli^ 

[0003] K^rbmftHufi-ett. *;h'60*iufi#38£ 

UTfiU. Jl-S^fbliitA/t?^^. - JMftf®ttg-{b 

&*y, tt^b**iiA/-ev^. JiAttSttJi^©^. & 
At. Mas. n#(c«*f aa^JtftSIt*. KttKjWEv* 

[0 0 0 4] M&fi!Meff. ^MtatcW^a^ttt 

* rjtems&mfimi (imam®) . & 

^WZWlsif—^ 19 8 7, 3 3 1-3 4 6^-i/" 
fc\ktf 3 5 2-35 3^?~i/\ #JR) feft-c* 

[0 0 0 5] *»*»4*»ftfflv^Tjfil*©*|&iett 
#tMR (Carcinoembryonic antigen ; J2JCF Tc E Aj fcB& 

swjfeKjB^&ft. math, taauif. vs. mm, mm 50 



2 

[0 0 0 6] 

»jc*»#&raci:*^ae.*»ic$*i,r#&. ce 

#>« (CEAUHjfiKfliO fciE?£J!ifl, ». ffiN-^i: 
*»&«aS*iT*fe. C*.€»CEABB36£tJ|)J[ 

*tc«. a»©^aMtt?^6*iaftcEAjfe»t?i±c 
e a t i»gy-e * jsc v> t> cd t> £ -a . 
[0007] —73, mms.^T&^^^mm±X'B 

[0 0 0 8] *d-e, *^©s^t, 

^> c ^ irC ^> o 

[0009] 

0»aS:«Bfcf 3*38q3#6fct. fc 

-< v y v^o^Ksa & « - ( y - 5 ;u) 
«J ->">^lci-^T. «BBBrF*c!»«*=i ~= 7 y 

T^-tt*. t|>MTG®oDNAS:i'n-n>ifb 
T. ^«jg$:B§6)A4CUfc (Biochem. Biophys. 

Res. Cornmun., 175 , 3, 1991, 906-913-^— # 
BR) . 

[0 0 10] jfc*?, c:©B«USPFJbEfe»cJ3v>-c. -to 
^RNABB?J*»t:Ma««JtK«^-r. SM?W*-<> 

y. WFJb^aaoauiSflDs*. -e«z)^MbS©^»ftc^ffl 

[0 0 11] «feoT, *56Ba^«kttii, (A) t hAK 
RNABHJiJ&^a-yt LTffl^rSX®. (B) tttSB 

a. Jtestftc (o t h4^a;roatt^a;&j:tj'* 
2is. fe*^>si:«twwi«ao6**fci*^b*oi» 
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coo 1 2i i-xT. *m%*M<fr&i^nwtz>. 

K *f S SuS2T G CD^^M^-r * m R N A t IC 

>w/u v K&^j&-r .sfccre&ftif. 
se^cosa?!i#-§- 1 ic s^-r s *m-r * z. t #-e * 

lT'^Sft^RNAga^C&tfa^Utf^K*^ 0 
4~2 7 3 4®feHrt®EOT*&»«ft**0>"e*-3 10 

A>.-e75c 4f X-COBa^J Sr^'tf -5 i i: T * £ . t£o T , 
#»»©RNAB50lCfcfc. -hI52 04*62.734*? 

0 4*6223 *-T?OD3«g!b*:a«>B25!|<Z>**e.356S% 

©fc-s-g-sft*. 

[0 0 13] dft6©ge5!!ti. «JM"4f«H*46fc:t6o 
T. 5t£S>T G c D N A 4TB6*0 
©*ffitCJ:U#fc«SaaTGDNAW^S:ra^T»*C 

te«Sc u fcB»!Hc»o T. -£ft afl£8E*n<03W6-efl:*^ 

-tOBaM*^* < i: % 2 0«O3t # K fc-d-tf t» 
©"Cfeftlf. JtlBt hTG<0fS?lfcia[#f SmRNAi: 

[0 0 14] *WS<DMtoSf!6-ett. -kS2R 

NA^itfttftSftfefca-CfeoT. fchTQ®f&fUc 
5 m R N A KffiflWfe 3t ? U# KEW fc Wf * 

BQORN AH25UA*t Mfi»Ui©J:S2mRNAk^-<':7'iJ 

*««-rftc:ii3^T?#*. *fta#« 

1 9 89-BJK. 7 6-8 l^-^^MS 

ftfcu. 

[0 0 15] R££*t«%.<D-?«!^;tt. 2foHtt«RBK£: 0 40 
Tt±. 3 H, 3 °S, 1ZS I *fctt**P-35:4ffl!)4fcHttHffi 

7f^'>V5' -HUVgt. CS-^C] 7 f J i/ is 
5' -HUVfifc C2- 3 H) 7f^S/V5' -HUV 
tt. C2, 8- 3 H) 7fyi/>5' 
C5' , 8- 3 H) 7f^S/>5' -=U C8- 
3 H) 7fyf>5' -H'J>i. 7fy->y5' - 
(a- 32 P) HU>®. TfyfVB' - Cr- 32 P) 
H'JvBL 7f^^>5' - (a- C 35 S] •?■:*) =U 
>SM3J:tf77 f yS'S>5' - (y- C 3 °S] H'J 50 
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>®WW6ft, ^WSc*ftt*J«i:UT»i. fcT*^ 

ft-5. 

[0 0 16] Cti,ii©«^jS:ffll^*MORN 
Ayn-y«:»Jttfa*i»4:UTt±. 
S/DNA46J#ttRNA*«Jjl5— t?&JBn*#iS&. «*. 
If. SP6RNA^'J^7— fef. T3RNA^iJ^7- 

^LfcRNA*S:«MW**j»i:UTr. 

6ft <b ( TMolecular Cloning : A LabolatoryManual 
(Cold Spring Harbor Lab., Cold Spring Harbor, NY), 

2., 10.1—10.70 1989J , #0) . 

[0 0 17] riUrllHl4ftfeyn-ysttffl 

( in situ) '^ZfyjfJM— ism ytffi 

g ic mm s j&tofc-r -a m r n a t <nrfu—y&^ 

»9JU*:8l6fiWI^ ««Wt^7-f >ft«Ea4*BI* 

V'JVlt, ^7*;fA7^ftK@^ ifJV9—/U7 

;i^tKB^ iJ.fc^cift^wjg^s^&ffo'r*^ 

JHBSStt*^* tic J:y. m R 

NAft«ai£*sc:k««a5t«Ea«^*>fta. 
[0 0 18] U"C»BBtaftfcfc:Mffl«9I>T'^©±ffi 

*<f -tf— s/a vawMttrctf-i c 4: j6^# 

[0 0 19] «jLtf. t hMTG<D». AAftli 
*6ft*ilfl«8o*3l5l±-tfticH- 3 'r7>*-5. ft*?, HfiS 
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[0 0 2 0] ^b«l±. ^TSrStaHfcifCDSB 

«t<o^tK«W<e«^r*c:i:i*Hll-c*a. ua>b«E 
**#»i»S©:£iSfc:**Uf, Jb&3R»Bil©£l#i3J:tf* 

tt) tt-cit fch«]rrG©»«&#3*©T?ftiuf 

CO 0 2 1] ±^0t»fffii:feffifflt5i t tft't 5 R 
N Agg?iJ©a5^*|.r R N Agjgaj i: -te > ^> R 

fc: h^TGg) c DNAff P — —t/jf 
1) gfcfrc DNA^v^VhroPCRSiC^S^itf 
iE#fc M&**"^>-!Nr N (=^$fi^#) S3. 6x 
1 0 s cell/3 0mlKGMO®|-^t?itSl 5cra©y U — 

A^#>«££lmMK^fgbfcKGM<*iT*£ ££6 HR3 

RNA-SrSfSfbt. ^(DtmRNA*6ft*y h {7 r )V 
-?*>7%.) ©Tj-yd'dT-fe^n— x*5A^n-?hif^ 
^-C-lC^ytfU (A) *RNA&f»Ufc. 

[0022] ^^mh7^^W5t-€. 

*y hfff h5 VX^I/J tf*i«ktf fc KH^XIIIa 

IC^^^-C^Sr^y^BS^J&^CUT. DNA->> 
l2i j.^ i ^_3 81A (7^7-fK^Jj-->XrAtt) T' 
-Sfolst^mW^J^— (TGff liTG#3C, 0 
-1. #{&) Sr/ltV ±S!«lE#fc: hgt&>r i 57 c y-7M 
l» * y&SSSbfcRNA^J&tfOKbfcc DNAKSfbTSf 
?5fe«D*DM-y*-l'i'^U 55*Cl7>. 72t2 

^1:2 5^^1/) JCd:yPCRSr^ofc. *fWS^fc 
7 5 df > V M*5 %zKU 7? U;U7 5 WMUUMhVL 
J^y^Sffi. #?#fbfc. 77^>hS P GEM4 



Sl5^<aj6BB3fijT?*4c:i:S:?(ia,8bfc. <Jfc*>\ H^fc'* 

S RttttfoMJTMRffl £ JiT i > 5 — S^K* & ffl ^ T «jn 
LTl>-2>. ) 

2) c DNA^D— -Vi^'iii' — ^/jcvx 

NA^tL/tfflKcDNAS^b, SUPERS 
CRIPT/7XiK5/XfA (BRLtt) K<ky, 
10 IrH47 7— iz-fb^^*— "CfeSp SPORT l&^fflb 
Tfllggbfc. thtSh7>XifW5t-1foDNA 

&^o^a-i/©xi;ij-xvifl±. J^cDgfrfrc dn 
A^^^v^-yi' h^v^u— -> 3 viccfc y 32 p 

t-7^UfcbfflS:yn-yt bT'ftofc. *0>i!&3L 
h (2. 7kb) Sjfoi'D-V (pHETG-Mtt 

[0023] 

20 JBOF. <£ y #3§H8 & £ £ KJMfctfHC 

#!ll c DNA^8tCRNA7'n-7 , aMl 

fc Ht£h7VXiTM 5^-— K-f SDNA^ 
M&^pHETG-M0n— >&«BW3RE c o R I 
T?«WU— aWR»cL/fe«. DIG RNA^U 

NAtKU ^-5— tfvR&Srfrtv ^'rf ^i/^i/^^Ub 
fe7>fti/XRNA^'n-7'S:MUt. d©^"n — 
30 ^"ORNAS3?!lleBE3?!»©K^!l»^HC3RLfc. Sfc, 
TGmRNA^iBB^lCiJlt^nVhn— JUi: bt. d© 
RNACDffilf^gS^J (-fe>^RNABE5!l) SrSfe©** 
>©T 7 RNAjKU ^ 5— ^fefigv^SUfc. 

[0024] c^e>©RNAge^ji±, ±faco<fc-Mc8ii8 

-nv^lcf^bTtt, pSPORTll^iti*?)^ 

40 l±. 7 5 n^-J-tUTT7SJ:tJ ! T3£Wt5pKM 
N, pBLUESCRIRT II, P BS ( + /-) & 
WpT3T7, '5c€>TJ'lc^ , n^- : Jf-i:b'CT7e«}; 
tfSP6&:?rr£pSPT18;k\fctfpSTl 9 fe^ffi 
bT%«kV>. 

^»ftcmbfciisa«8^m*8 2^cttoD*ja@u v/-?«s^ 

50 0r^fcV>-C6^mlC^bX^^ Kf ^XtcSgjI*^ 
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[0 0 2 5] tf«W#fc'W7V^1f-^aVttWtt 

(5 0%Sft-C*>ft^A7 5K. 0. 1 %m^WkM 
Vtc-y-trnZ-DNA. 0. 3M^tthiJ^A. 0. 0 
3M?xv®ihM-i/'i'A, 0. 2%*U t'-^fn U K 
o. 2%^jfeMr;u7"5 o. 2%7-<n— 

o. uKf^wth'jfA) fcaaa-c i u 

V 5V if— s^3 v^^S^n— LT^d"*^- 

R N A?§?£ SrJpA^ ffi$H33# t 3 7 X: 1 6 BfftfllS 10 

ISffc^MJ^A. 0. 0 3Mi7X>^hU ^AiMT* 
4 0°a 3 0»'o, 4H«-rii:S:HyjSU7:i5lslv 

[0 0 2 6] ^W^U^-f-tf-i'HXD^TUfcM^ 
#JbCD T G m RN A £ i?rf V&3$R N A £ 

■tfaiI«St^=f#s/'ii*=vtt<t:t u *x 7 r # — if 
©it^55--7'a : e-4-i'nn-3-^>K i J;i/ 20 

{0 0 2 7] -tOij^^ 7Vft>XRNA^Q-yj: 
fflV>fet h^KTGmRNA05I^J|l±IEm^tC*JV> 

^fe-eiiltS^K^fflB&tCt: h3t£TGmRNAC0^V>3§ 

UUUUUUUUUU UUUUUUUUUU UUUUUCAUUA 
UGUOCCCCCA GUGCAAGUGA AGACUGACUC 
UCCCCACCUG AGCUCCUGGG GAGCUGCUCU 
GGCAAUGUCC UUGCUCAUCU GACUCCAGUC 
CUAAGCUCCA CCUCGAGAUG CCAUAGGGAU 
CACCUCCAGC GOCUGAGAAG AAGCCCCCAU 
UCCACCUGGA UGACACCGUG CACCUGGGAG 
GGCAAUGAGC UGGCGGGGGC CUGGUCGCAC 
GUGUCACUGU UUCAUUGCCU CCAAUGUCCC 
CUCUGUAACC CAGAGCCUUC GAGCCGGAAG 
GGGAAGGGGG UUCUUGAAGA CAAUCUGUAC 
CUGCUGCUCC CAGUAACGUG AGGGAGAGGU 
GUGUGCUGCU UGGCCAGCAC CUGCCCGCUC 
AUUGAGCAGC AUGGCCCCCU GGUCCACAAG 
AGGCCACUGG CAUGGUCACA CGGUCCGAGG 
UCCUUCUUGG UCUCCUUGAA GAUGGUACCA 
GACUGAGAGG UAGAGGUGCA GUUUCACUGU 
UGAUCAGCAU CACAGAGACC AUCAGAUCCU 
GCCUCCACCU GCAUGGCCAC AUCCUCCGCU 
AUUGGGUUUG CUGCCGUGGG CUGCUGCUGU 
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* [0 0 2 8] Jt*ftWtL/t:, 7>ftVXRNA 

oftutc-fev^RNAya— y^m^^x^-^yj v 

^ : -fe>XRNAy^-yS:fflv^7^i:^^cm^Si^fc>'^•1' 

[0 0 2 9] j®ig|5*fflflaa)fi3(5*?J:0!^fcS<k 
(Jpf5pJtfelg) -efe*£f£»rUfc. Clonic, #»SHc 

[0030] 

mtz.tte<. »aEBf<»»ff scfc^ayR*. 

[0 0 3 1] 

: 1 
: 2 7 3 4 
BSWD2I : mm 



AAAAACAGUU 


UAUUAGCAUC 


50 


CCUCUCCGGG 


AGCCCUGGAC 


100 


GUAGUGUGCC 


CCUAUCUUGG 


150 


CCAUUGCUCC 


UGGCACAGGG 


200 


GGUCUCUCCU 


AAGUGACUGU 


250 


CCCCAGGGGC 


UGGGGCCACA 


300 


AGCUGUGGGC 


UGUCCAAGCU 


350 


AGGCACAAAC 


GACUGGCGCA 


400 


CAACGUUGAG 


GAUCUUGGGC 


450 


ACGACAUUGG 


UGAGGGUGAC 


500 


UUCACACUCC 


UGGCCAACCA 


550 


CUGGGGUGCG 


CAGACGGAAG 


600 


UCCUUGACGU 


GGCCUGAGAC 


650 


AUGGGGCCGG 


UAUUCCUUGU 


700 


CCCCUGGUGC 


CAGCUCCACU 


750 


CUGACACCAG 


UAUAGAAAGU 


800 


GCGGCGGCUG 


CUGCUGUGAU 


850 


GCCCCAUCAC 


CGCGUCCUGU 


900 


GAGCCCCGGU 


UGGCAUACAC 


950 


CUCUACUGCC 


UUCCGCUCUG 


1000 
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CGUCUGAGCC UUCUGGGUGC UUAUAGAGGU AGGUGAUGUC CUCCCGCAUG 1050 

UUGGAGCUGA UGGCCUUUGU GACAAUGAGU GUGCCGAUGG CCUUCUCCUC 1100 

CACAUAAACA AUCUUGAAGC UGCCAUCAUC CUGCCGCUGC CAGUACACCU 1150 

UGUCACUAUU CACCUCAGCA AAAAUGAAAG GCGUGUCGUA CUUCAUGUAG 1200 

ACCAGGCCAU UCUUGAUGGA CUCCACAGAG CAGGGGCCGC AGCAGAAGAU 1250 

GCCACUGCUA GUCUCUUGGG GUGUGGCAUC CACCACCUGC CACCCAUCAA 1300 

AGCCCGAGGG CAGAUCCGGC CUCUUCAUCC AGCAGUCGUU CCACACAUGG 1350 

AAGUUCCAGA CAGAAUCAUG GUUCAGGUGC UCCAGGGGCU UCAUGUUCUC 1400 

GUCGAAGUAG AUGUCCAUGG UAAGGGAUGU GUCUGUGUCG UGGGCGGAGU 1450 

UGAAGUUGGU GACAGUACGG GUGGCCAGAC CCAGGCAGCG CAGCACUGUG 1500 

GUGGUCACUC CAGCAAAGAC CCAGCACUGG CCAUAGGGGA CGGAAUAUCC 1550 

CGUGCGUAGG UAGCUAAGCA GGAUCUCCAC GCUGCCCACC CACGCUGAUG 1600 

GGUUGGUGCC UCGGGAGUAA UCACCAGACC AGUUCCCAAU CAGGACUCCA 1650 

UUGUCAUCCA GGGAGUUCAC CAUGGCAGAG AUGACCCGGG AGACALfUGAC 1700 

UGGGUCUCCA CGGCCUCCAU AUGGCAUCCC CCGCCGGUCC AGGAUGUAUA 1750 

AGCAGGCAUC CAGCACCCCG UGGUCAAACU GGCCGUAGUU CCAGGUCCGC 1800 

UCACCAAUCU GUGCUUCGGU CCCGUAGUAA AUUCUCCCAG ACUCAUUAAG 1850 

AACAUACUCC UGCCGCCAAU CCUCAUGGUC CACGUACACA AUGUCCUCUG 1900 

GGCACCAGGG GUUGAAGAGG AUGUAGAUCU CAUUGCGGGG GUCAAAGGGC 1950 

AACUGGAACU CCCCAGCGUC UGAUUGUGUG CGGACUGUGA ACUGAAACUU 2000 

GCCGAUGAUG GCGUUGGGGG AAGUGUGGAC CCGCAGGUUC AGAUUCUGCC 2050 

CACUGGCCUU GACCACGUGG GCUUUCCAGC CUCCACUGCC CCCCUUGCCC 2100 

ACUGGGAUGA UCACGUGCGU GCCCUUGCCC ACCUCGGGGU UGUUUCCGAU 2150 

GAGUAACUCA AGGGUGAUGC GAUCAGAGGA UUCAUAGGUC CGGGACAGGA 2200 

GGAGGAGCAU AUGGAAAGGC UGCCCGCGGC GCACUAUCAG CUCGUCGUAC 2250 

UCAUACUCGU CUGUGUGGUG CUCUCGGCGG UUCUGGUCCG AGCGCGAGCU 2300 

CAGCAAGUCC ACACCGUUCA CUACUAGCAU GCCCUCUCGG AUGGUGCCAU 2350 

CUCCAGCUGC AUUGACAGCG CUGCCCCGGG AUACAGGCCG GCGGGAGUGU 2400 

GAGCCCCGGG AGCCAGGUCU UCGAGUGCCA GAGCUGGACC CUCGACCCCU 2450 

GGAGUCAGAG GGUUCAGGUC CCCAGUCGUC AUCUGCCGCA UUUCGGCAUG 2500 

AACAGCAGCC ACAGCAGCGA GCCCAGAAGG AACGGCCUCC UCCUCUGCGA 2550 

GAGCGUCCGU CUGGCUCUGG CUCUGGCUCU GGAGAUGGCG UGGUAGGGGG 2600 

CUGCAAGGGG UUGCCACCCC AACGGCCCAC AUCGGAACGU GGCCCAUCCA 2650 

UCAUGCCUGG CAGCAGUGUU GGCAACCGCA GUACUGAGUC CUGGGGCUGA 2700 

GAUGGAACAG GUCAGGAUGG AUGGGACAGG ACCC 2734 

mi) c DNAOPCRlCfflPfc^^ # 1 
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